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to define the t&t article have not been determined by the testing 
facility or the Sponsor. 

The stability of the test article has not been determined by 
facility or the Sponsor. 

Analyses to determine the uniformity or concentration of the test 
article extracts and their stability have not been determi by the 
testing facility or the Sponsor. 

Ramadevi Gudi, Ph.D. 
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Study Title: I+liCRUNUCLEUS CYTOGE~T~CASSAYINMlCECONDU~DWITH 
TEST ARTICLE EXTkZAGlTS 

Study Number: AA73XP.123~Ol.BTL 

Study Director: Ramadevi G&i, Ph.D. 

This study has been divided into a series of in-process phases. Using a randon sampling approach, Quality 
Assurance monitors each of ttiese phases oyer a series of studies. Procedures, documentation, equipment 
records, etc., are examined id order to assure @at the study is perfbr+ed.in accordance with the U.S. FDA Good 
Laboratory Practice Regulations (21 CFR S8), the U.S. EPA GLPs (40 CFR 792 and 40 CFR 160), the UK GLP 
Regulations, the Japanese GLP Standard, and the OECD Principles of Good Laboratory fsractice and to assure 
that the smdy is conducted accotding to the protocol and relevant &mla.rd Operating Pkocedures. 

The fotiowing are the iuspectioa dates, pk,es inspected, and report dates af QA inspections of this study. 

Inspect On . 03-Apr-03 - 03”Apr-03 To Study Dir 0%Apr-03 To Mgmt 04-Apt43 
Phase Protocol Review 

Inspect On 
Phase 

15-Apr-03 - 1%Apr-03 To Study Dir IS-Apr-03’ To Mgmt 17-Apt--03 
Test and/or control material administration 

Inspect On 
Phase 

07-May-03 - W-May-03 To Study&r OS-May-03 To Mgmt 09-May-03 
DraftRepori 

Inspect on 
. Phase 

16-May-03 - 16-May-03 To Study Dir 16-May-03 To Mgmt 1 Y-May-03 
Draft to Final Report 

This report describes the methods and procedures used .in the study and the reported results accurately reflect the raw data of 
the study. 
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The test al-tick, 3Oocc siltqc Moderate profile filhsaled Mamnary thesis, was extracted in 
both saline and corn oil and each extract was tested in the mouse g.u assay. The assay 
was designed to evaluate the potential of the test artiefe extracts to.increase the incidence of 
micronucleated polychromatic erykoqtes in bone marrow of male and female KR mice. 
In this study, male and female ICR mice @/group/sacrifice time) wemexposed to undiluted 
saline or corn oil test article extracts, saline or corn oil extraction M 
to the positive control article (cyclophosphamide monohydrate, 

+egative controls) or 
1 dosing formuIations 

were administered at a constant vokirne of 2o’rWkg by a single ir@aperitoneaI injection. 
Animals were observed for clinical signs of toxicity after ‘dose s admin.&q&ion and daily 
thereafter until the scheduled sacrifice t&e. Bone marrow c 
PC’& and normochromatic~erythrocytes, IVCES), collected 24 

hromatic erythrocytes, 
after treatment, were 

examined microscopical~y~ for the presence of micronuclei _ and MNCEs). The 
incidence of MPCEs per loo00 PCES @XKI Z’CZk/wi,md) was dete~~d for all treatment 
groups. Results for CP, saline and corn oil test article extra@5 W&F coqjmed to the saline and 
corn oil extraction, blanks to determine significance at the pSt3.05 Ievel using Kastenbaum- 
Bowman Tables. 

No mortality or clinical signs were observed during the course of .ti s.tudy, Ah mice appeared 
normal following dose administration andrbereafter until the scheduledkackifiee time. 

No appreciable reductions in the ratio of polychromatic erythroeytes to, tot& erythroqtes were 
observed in the test article extract-treated groups relative to the re 
suggesting that test a&& extracts did not *bit erythmpiegis. 

@,ive negative cont-&s 
A~~~o~~~y, no significant 

increase in micronucleated polychromatic erythrocytes in,the test a$ticle saline or corn oil 
extract-treated groups relative to the respective negative controh w;aS d>served in male or 
female mice at 24 or 48 hours after dose administra~on (pHH35, Kastenbaum-Bowman Tables). 

The results of the assay indicate that under the conditions described in 5.repoxt, &e sane a& 
corn oil extracts of the test article did not induce a signifkant incfease in micronucleated 
polychromatic erythrocytes in either male or fen&e KR mice. There&u-e, saline and corn oil 
extracts of 30012~ SiItex Moderate Profile Gel-filled Mammary Prosthe& were concluded to be 
negative in the micronucleus test. 
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PURPOSE 
\ 

.. 

The purpose of this study, was to evduate the clastogenk ptential of the- saline and corn oil 
extracts of the test article as measured by their ability to induoe micronucleated polychromatic 
e~ocytes in mouse bone marrow. 

The study protocol is included in Appendix BI. 

Test Article Description 

The test article, 3OOoc Si$ex Modera;te Profile Gel-filled Mammary Prosthesis was received 
by BioReliance on 28 Mkrch 2003 and was assigned the code number AA73XP. The test 
articie was charactenized by the Sponsor as a sterile medical device made of silicone gel and 
silicone elastomers, that, should be stored at room temperature. e test article catalog 
number of 354-3007, lot number of 257949 and an expiration date of 31 Match 2008 were 
provided by the Sponsor. Upon receipt, jhe test article was described e white opaque gel and 
wa’~ stored at room temperature, protected from exposure to light and moisture. Prior to 
extraction procedure, the,test article was described as a white opaque, gel filled sac with a 
harder outside shell. 

k. Test Article Extraction Procedure 

The test article was extracted in each extraction medium, saline and corn oil.‘ The test article 
was extracted based on a patio of 0.2, g per 1 mL of extraction me&urn The test article was cut 
into small pieces, through all layers, placed in an extraction vessel and immersed in the required 
volume of extraction medium. The headsprke of the each ,extraction ‘vessel was purged with 
nitrogen gas and capped 1 tightly. Each test article extract was incubated ‘for 72&2 hours at 
5WY’C with shaking. Ati the end of the extraction period, the vessok were cooled to room 
temperature and shaken vigorous!y for several minutes. Then, the extracts were aseptically 
decanted into sterile, glass vessels and stored at room temperature until use. Saline and corn oil 
extraction bianks were pmpared in the same manner, without the ad&ion of test article, Ail 
extracts and extraction blanks were used within 24 hours of preparation. 

Characterization of Extraction Media and Positive Control 

Cyclophosphamide, (CP, CAS No. 605%19-2), was obtained fkom Si Chemical Company 
and was dissolved in sterile distilled water at a concentration of 25 mg/mL for use as the 
positive control. Saline wti obtained from Baxter Heakhcare, 0.90/a; USP grade (CAS No. 
7647-14-5) and corn oil was obtainkzd f?om Sigma Chemical Company (GAS No. 8001-30-l). 
Test article extraction media (saline and corn oil) and positive control articles have been 
characterized as per the Cktificates of Analysis on file with the testing f&lity. The stability of 
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the control articles and their mixtures was demonstrated by acceptabk results that met the 
criteria for a valid test. 

Test System 

ICR mice were obtained from Harlan Sprague DawIey, Inc., ,Frederi MD and were received 
on 08 April 2003. At the, initition of the study, the mice were ~~p~~~~ly 6 to 8 weeks old, 
A.nhaI body weights recorded’ at randomization were within the ~o~o~~ug ranges: 

Micronucleus Assay: Male: 28.4 - 33.6 g 
Female: 25.7 - 30.1 g 

Individual animal body weights at dose z&ninistratian, and mean 
deviation for each group Iare presented in Appendix II. 

-weight aud standard 

Anit& Receipt and Qqaranthe 

Mice were obtained from a source monitored for evidence of ectoparasites, endoparasites, 
pathogenic bacteria, mycop@smas, and appropriate rnurine viruses were quarantined for no 
less than 5 days after rectipt. The mice wefp: observed each working day for signs of illness, 
unusual food and water consumption, and other conditions of poor heahh. The animals were 
judged to be healthy prior to utilization m the assay. 

Animal Care 

The mice were housed iu an A&XAC-accredited facility with a controlled environment of 
7253°F temperature, 50&O% rektive humidity, and a 12 hour lightidark cycle. Mice of the 
same sex were housed up to five.per cage in polycarbonate cages were maintained on 
stainless steel racks equipped with automatic svatering mar&fo& and.which were covered with 
filter material. Heat-treated hardwood chips were used for bec@ng. Mice had free access to 
certified laboratory rodent chow (Ha&u 2018C CertifiedGlobaL Rodent Diet) which had been 
adyzed for environmental contaminants arrd to tap water ~~~~on Suburban Sanitary 
Commission, Potomac Plant). There were no contamina#sin the fe@ which were considered 
to have influenced the results of ‘the study. The water used in the swdy met ‘U&PA drinking 
water standards and is monitored at least annually for levels of o~~o~~ospho~s pesticides, 
metals, coliform bacterknd other contaminants. 

Micrunucleus Assay 

The micronucleus assay: was conducted using established and valkkted procedures meddle, 
1973; Hayashi et al., 1994; Mavoumin et al., 1990). The mice w&x assigned to nine 
experimental groups of five males and five fern&s each according; to a computer-generated 
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program, which is based on distribution according to~body weight. h mouse was given a 
seauential number and identified by an ear tag. The study design was as folluws: 

Treatment (20 n&&g) 

Saline Extraction Blank 
Corn oil Extraction Blank 

Saline Test Article Extract 
Corn oil Test Article Extract 

Nurpber of Mice 
Per Sex Dosed 

10 
10 

10 
10 

5 

Number of Mice Per Sex Used 
for Bone Mar&w Collection 
After Dose Administration 

24hr 48hr 

5 5 
5 5 

5 5 
5 5 

Positive Control: CP (50 mgkg) 5 0 

Dose Administration 

Undiluted test article extracts, the extraction blanks, or the positive controi were administered 
by a single intraperitoneal injection at a constant volume of $0 n&/kg body weight. 
Irmaperitoneal injection was selected to maximize delivery of the test article to the test system. 
All mice in the experimental and control groups were weighed bluely prior to dose 
administration, and the dose volume was based on individual body weights. Mice were 
observed after dose administration for clinical signs of chemical efftit. 

a. 
Bone Marrow Collectioh and Slide Preparation 

Twenty-four and 48 hours after dose administration, five animals per test article extract-treated 
and negative control groups’ were sacrificed by carbon dioxide ~p~~~a~~n. Immediately 
following sacrifice, the femurs were exposed, cut just above the knee, the bone marrow was 
aspirated into a syriuge containing fetal bovine serum. The bone iells were transferred . 
to a capped centrifuge tube containing~approximately 1 mL fetal bkine serum. The bone 
marrow cells were pelleted by cermifugation at approximately 100 x g for five minutes and the 
supernatant was drawn off, Ieaving a small amount of serum with the remaining eeff pellet. The 
cells were resuspended by aspiration with a capillary pipet and a s drop of bone marrow 
suspension was spread onto a clean glass slide. Two slides were, pre$ared from each mouse. 
Each slide was identified by experiment and animal numbers. The- .siides were fured in 
methanol, stained with May-Gruenwald-Giemsa and permanently mounted. 

Scoring for Micronuclei 

Bone marrow cells, polychromatic ,erythroqtes (PCEs) and normoqhromatic erythrocytes 
(IKE%) were anaIyzed for the presetice of micronuclei. ~oiyc~~~~ erythrocytes are young, 
immature red blood cells that stain bluish while normochromatic 
mature red blood cells that stain pink. Micronuclei akround, d 

or normoqtes are 
uclear fragments 

with a sharp contour and $iameters usually from 1120 to l/5 of an . Micronuclei can 
occur in both PCEs (MPC&s) and NCEs 
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Slides were coded using a random number table by an individuaI not involved with the scoring 
process. Using medium magnitication, an area of acceptable quali 
cells were well spread and kir@. Using oil immersion, 2000 pal 

lected such that the 
erythrQcytes per 

animal were scored for I&e presence of micronuclei: The number of micronucleated 
normochrom~tik erythrocyt~ in the field of 2000 polychrum&i~ ~~~~~s was enumecated. 
The proportion of polychfomatic e@hrocytes to total erythrocytes was ‘also recorded per 1000 
erythrocytes. 

Evaluation of Test Results 

The incidence of micronucleated polychromatic erythrocytes per ~ZO$HJ. pofychromatic 
erythrocytes was determined for each mouse and treatment group. S al significance was 
determined using the Kastenbaum-Bowman tables which are based on the binomial distribution 
(Kastenbaum and Bowman, 19’70). A& analyses were performed separately for each sex and 
sampling time. 

In order to quantify the p@.iferatiun state of-the bone marrow as an i~~~~~tor of bone meow 
toxicity, the proportion of polychromatic erythrocytes to total ery&roc$es was determined for 
each animal and treatment group. 

All conclusions were based on sound. scientific judgement; however, a5 a guide to interpretation 
of the data, the test article extract was considered. to induce a positive response if a statistically 
significant increase in micronucleated polychromatic erythrocytes was observed relative to the 
negative controls (~20.05, Kastenbaum-Bowman Tables) ‘at any sampling time. The test article 
extract was considered negative if no statistically signifmant increase in micronucleated 
polychromatic erythrocytes above the concurrent extraction blank conkol was observed at all 
sampling times. 

Criteria for a Valid Test 

The mean incidence of n@ronucleated polychromatic erythrocytes must not exceed MOO0 
polychromatic erythrocytes (0.5%) in the negative (extraction blank) control. The incidence of 
micronucleated poiychroti&.$c erythrocytes in the positive control group must be significantly 
increased relative to the negative control group (pSO.05, Kastenbaum-Bawman Tabks). 

Records and Archives 

Au raw data, protocol, and a copy of ail reports will be maintainect according to Standard 
Operating Procedure OPQP3040 by the RioReliance RAQA unit headquartered at: 
BioRelkmce, 14920 Broschart Rd., Roclcville, MD 2085o.~Per this S , paper records wiil be 
retained for at least three years after w&h time the Sponsor will 
to the final disposition of the materials. AJ,l study materials return 
will first be copied and the copy will be retained in the BiuReliance ar&ives for a minimum of 
10 years. 
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Deviations 

No known.deviations from the protocol ‘or assay method SOPS oc 
this study. 

during the conduct of 

Justification for Choice of B%raction Media 

Saline and corn oil were sekcted as the extraction media because, of their,eompatibility with 
the test system. The saline or corn oil test article extract was clear, colorless liquid or clear, 
yeliow liquid, respectively. 

Micronucleus Assay 

The results of the micronucleus assay are presented in Tables, 1 through-$.. 

For the micronucleus test, male and female mice were dused either with saline or corn oil 
extracts of the test article, saline or corn oil extraction Sk&s or the positive control articie 
(CT). No mortality or clinicai signs were observed during the course of the study. All mice 
appeared normal throughout the observation period (Table I). 

The incidence of micronucleated polychromatic erythrocytes per 2WO polychromatic 
erythrocytes scored and the proportion of polychromatic erythrocytes -totd erythrocytes are 
summarized and presented for each treatment group by sac&ice time.in Table 2. lndividud 
animal 24 hours post-dose data and 48 post-hose data are presented in Tables 3 and 4, 
respectively for both, the saline and corn: oil test article ex~acts. No appreciable reductions in 
the ratio of polychromatic erythrocytes ‘to total erythrocytes were observed@~ test articIe extract- 
treated groups relative to the respective extra&on blank (negative) ~ontrois suggesting that test 
article extracts did not inhibit erythropoiesis. The number of micronucleated polychromatic 
erythrocytes per lOOtI polj&romatic erythrocytes in test article extract$mated groups was not 
statisticaliy increased relative to the respective negative ccrntrols in enher male or female mice, 
regardless of.bone marrow collection time QH3.05, Kastenbaum-Bowman Tables). 

AU criteria specified in .the protocol were met, CP induced a s~~~~~t increase in 
micronucleated polychromatic erytkooytes in both male and e mice (pSO.05, 
I$astenbaum-Bowman Tab&s). Additionally, the negative and positive ~ntrojs were consistent 
with the historical control data, indicating that there was no problem with the test system or the 
quality of the test. 
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The remits of the assay in&ate.that under the conditions des&M in,tis rqmt, the saline and 
corn oil extracts of the t$st article did not induce a significant inema&e in micronucleated 
polychromatic exythrocytes in either male or female ICR mice. Therefore, saline and corn oil, 
extracts of 3OOcc Siltex Moderate Pro@e Gel-filled Mammary Prosthesis were concluded to be 
negative in the micronucleus test. 

Hayashi, M., R.R. Tice, J.T. MacGregor, D. Anderson, D.H. Bla&y, . JXrsch-Volders, F.G. 
Oleson Jr., F. Paccbierotti, F. Romagna, H. Shimada, $. Sutou and B” Vknnier. 1994. In 
vivo rodent erytbrocyte micronucleus assay. Mutation Res. 3 12: 29X&4. 

Heddle, J.A. 1973. A rapid in vivo test for chromosomal damage. M~a~~~ Res. 18:187-190. 

Heddle, J-A., M. Hite, B; Kirkhart, K. Mavoumin, XT. MacGregor+ G-W. Newell, and. M. 
Salamone. 1983. The induction of micronuclei as a measure of,genot?xici~. A report of 
the U.S. Environmental Protection Agency Gene-Tox Pragram. Mutation Res. 
123:61-l 18. 

International Conference on Harmonisation (K&I) of Te&.nkal R~u~m~nts for Registration 
of Pharmaceuticals for Human use. Guidance on Specific kpects of Regulatory 
Genotoxicity Tests for Pbatmaceutic$s. S2A document.recommen d’fur adoption at step 4 
of the JCH process on July 19,199s. Federal Register 6 1: 18 198-18202, April 24,1996. 

International Conference on Harmonisation (RX) of Technical Requimments for Registration 
of Pharmaceuticals for ~Human Use. Genotoxicityz A Stand cry for Genotoxicity 
Testing of Pharmaceuticals. S2B document recommended for on at step 4 of the ICH 
process on July 16,1997. Federal Register 62: 16026-16030, November 2 1,1997. 

Kastenbaum;M.A. and Bowman, K.0; t970. Tables for determining the statist.icaJ significance 
of mutation frequencies. Mutation Res. 9527-549. , _ 

Mavournin, K.H., D.H. Blakey, MC. Cimino, M.F. Salamone and J.A 3Exeddle. 1990. The in 
viva micronucleus assay in mammalian bone marrow a.$ petiphemi blood. A report of the 
U.S. Environmental Protection Agency Gene-Tox P&gram. Mutton Res. ‘239:29-80. 

OECD Guidelines for Testing of Chemicals. Guideline 474 (Genetic Toxicology: Mammalian 
Be Micronucleus Test), Ninth Addendum to the OECD idefines for the Testing 
of Chemicals, published by OECD, Paris, France, February 1998. 

USP (XXV), <88> Biological Reactivity Test, In Viva, p. t832- 1836. 



TRADE SECRET - CONFIDENTLAL Mentor Corporation 
Get-fitted Mmtnw Prosthesis 

Table 1 
. 

Ctinicaf Signs Folkwing Dose Adzxtitis~~~ of 
Saline and Corn oil Extracts of 30&c Siltex Moderate Profile Gel-f&d Mammary Pcc~sthesis in ICR Mice 

TA = 3CKkc Siltex Moderate ,Profile Gel-fdled Mawnary Prosthesis 
CT = Cyclophosphamide monohydrate 
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Table 2 

Mentor Corgmation 
Morns Prosthesis 

Summary of Bone Marrow Micronucfeus ~%ualysis 
- Followih& Dose A&&&r&ion of Saline and cont.oil Extracts of 

300~ SiItt% Moderate Profile Gel-f%ed Mammaq prosthesis in $$ZR Mice 

Saline Extractbn Bbnk 
M 24 
F 24 

Saline Test Article Extract 
M 24 
F 24 

CP.’ 
50 mw% M 24 

F 24 

Saline Extraction Blank 
M 48 
F 46 

Saline lest Articta Extract 
M 4% 
F 68 

Corn Oil Extraction Blank 
M 24 
F 24 

-3xrt Oil Test Article Extract 
M 24 
F 24 

CP” 
50 mqn(g M 24 

F 24 

Corn Oil Extraction Blank 
M 46 
F 48 

Corn Oil Test Article Extract 
M 48 
F 48 

5 
6 

5 
5 

5 
5 

5 
5 

5 
5 

5 
5 

5 
5 

; 5 
5 

5 
5 

5 
5 

0.468 % 0.07 
0.494 f 0.07 

0.456 $ 0.M 
0.453 + 0.02 

0.348 f 0.02 
0,316 r 0.02 

0.447 f 0.03 
0.48% f O-05 

0.4%5 f 0.03 
O-451 f 0.03 

0.43% f 0.02 
0.461 f 0.04 

0.439 i 0.02 
0.470 i 0.03 

0.346 f 0.02 
0.316 * 0.02 

0.460 * 0.07 
0.457 f 0-w 

0.479 e 0.04 
0x38 f 0.04 

- 

-3 
-8 

0.3 +I 027 
0.3 * t&2? 

-26 
-36 

20.4 * l-06 
23.2 * 3;88 

0.5 s 0.35 
0.5 f 0.35 

9 0.7 sz 0.27 
-8 0.3 f 0.27 

0.2 t 0.27 
0.5 f 0.36 

0 
4 

-21 
-30 

0 
4 

9.4 * Q.22 
0.6 e Q2.2 

20.4 * LO% 
23.2 t 3.86 

0.5 f doe 
0.6 e Ok? 

0.5 t CkoQ 
0.7 f 0.45 

5/ ltwuo 
5f loo00 

7/ 1OOOO 
3/ 1OOuO 

21 lOcoo 
5/ 10000 

4/ mctoo 
6/ 10000 

‘2041 10660 
T32f lovoa 

5f loooo 
61 10000 

51 loo00 
71 1OOoo 

‘*Statistically significant, pSO.05 (Kastenbaum-Bowman Tabk). 
**Only one positive control grbup was part of the study. 

both the saline and corn oiE:ehraction blanks. 
24 hrs postdose CP data were compared with 
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Table 3 

Mentor Corporation 
Gel-fiiled h4ammaty Prosthesis 

Induction of Micronucleated Polycbromatic Erythroqtes in Bane Mamw Ce& 
Coiiected 23 Hous hllowing Dose Administratiioa of Sake and Comoii Ek&ms of 

30Occ Siltex’Moderate Pioftle45el-f&d M* Prosthesis in iCR Mice 

Treatrnent(ZOmUkg) Sex Number ErythrMeVtes @-+Umhpk&.scared)j 
SaKneExtractionBt+nk M 101 0.430 Of zcm 

102 
103 
104 
105 

0.416 
0.588 
0.511 
0.417 

112aOQ 
OJ 
II 
II 2@0 

F 106 
$07 
108 
109 
ITO 

SaiineTestArtid~Extmct ' 
M 111 

112 
113 
114 
115 

0.416 II 2Mx) 
0.426 ?I 2600 
0.671 II 2Ooo 
0.534 Of 2Qoo 
0.523 01 2cR% 

0.467 
0.480 

Ei 
0:464 

F 116 0.463 
117 0448 
118 O.#f3 
119 0.4go 
120 0.428 

CP 
60 m&3 

M 141 0.370 44/ 2tYoa 
142 OS? 4t/ 2ooo 
143 0.348 381 2M30 
144 0.326 40/2600. 
145 0.317 42/ 2&o 

F 146 0.297 55J 2oOa 
147 0.312 5of 2Qoo 
148 0341 341 ZQOO 
149 0.321 461 2000 
150 0.307 41J 2ooO 

Corn Oil Extraction Blank M 121 0.447 
122 0.425 
123 0.460 
124 0.421 
125 0436 

F 126 
127 
128 
129 
130 

CornOil TestA$de&xbact 
M 131 

132 
133 
134 
136 

0.419 
OS18 
0.431 
0.443 
0.444 

0.463 
0.467 
0.414 
O-411 
0.453 

F 136 
137 
138 
139 
140 

0.466 
0.466 
0513 
0,428 

a/ 2400 
ll 2!@0 
1J 2 
I/ 2oQo 
Ol 2ooo 

-I/ 
11 
01 2Qoo 
11 
01 z2mo 
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Gel-filled Mammary Prosthesis 

Induction of M$mnticleated Pol~rchromatic Erythrooytes in B&me M&TOW Cells 
CoIlected 48 ‘Hours After a, Single Dose of Sa~~~~~d,,C~~~~~c~ of 
3OOcc Siltex Moderate Profile Gel-fWd Mammary Prosthesis in IKZ. Mke 

SamneExtraetleni3lank M 

F 

Saline Test Article Extract 
AA 

F 

Corn Oil Extraction Bbnk 
M 

F 

Corn Oil Test AWe Extract 
M 

F 

t51 
l52 
13 
154 
155 

0.483 
0.433 
0.488 
0.439 
0.434 

t56 0.553 
157 0.431 
158 0.522 
t59 0.4E8 
160 0.466 

161 0.467 
162 0.488 
563 0.4?5 
164 0.540 
165 0.454 

166 0.456 
t67 0.405 
168 0.468 
369 0.470 
170 0.454 

171 0.400 
172 0.459 
173 0.548 
174 0.560 
175 0.43i 

176 0.418 
177 0,472 
178 0.419 
179 0.464 
180 0.5t2 

181 0.527 
182 0.414 
183 0.492 
184 0.488 
185 0.473 

166 0.413 
187 0.409 
188 0.496 
189 0.421 
190 0.451 
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Gel-~fiEied tibrmmy Prosthesis 

Mouse Micronucleus TestHistorical Control Data 

Negative Control’ 

Standard Deviation 

Positive Control’ 

Ratio of PCJXPotal MPCEllfKXI PCX MPWXW PCE ScoredIGrou 

46.00 - 250.50 64.00 - 246.00 
4 _ . . ._,___ - 

Vegative control articles: all vehicles, solvents or carriers; Route of administratior intravenous(W), 
intraperitoneal (IP) or oral gavage (PO). Bone marrow collection tune: 24 and 48 hours post-dose. 

‘Positive control: Cyciophosphamide monohydrate (CP); Doses: 30 to @n&kg; Route of administration: IV, 
Lp or PO. Bone marrow collection time: 24 hours post-dose. 

3 Average. of the PCB ratio observed out of loo0 erythroqtes scoredper ani& for the total number of animals 
used during 2000-2002; average of the number sf IWCB per 1 Ooo PCB for the to pm&x of animals used in 
2000-2002; average of number of MIKE/per group (containing 5 animals per group] for total number of groups 
used in 2000-2002. 

4 Minimum and maximum range of PCE! ratio observed out of LOOtI erythrocytes a&red per animal; the minimum 
and maximum range of Mm, observed out of 3.000 PCE for the total number of animals used in 2QW2002 and 
the minimum and maximum rdnge of MPCB observed out of 5#0 PCB for the total number of groups used in 
2ooo-2002. 
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GeMUed Mammary Prosthesis 

him91 Body Weights at Dose Administration 

Treatment at 20 n&kg Weight(g) ” 

Group 
Sex 
Dose 

Group 
Sex 
*se, 

1A 
Female 
Saline 
Extraction 
Blank 

Group 
Sex 
Dose 

2A 
Male 
Saline 
Test &tide 
Extract 

Group 
Sex 
Dose 

2A 
Female 
Saline 
Test Article 
Extract 

Animal 
NU@X 
lot 
102 
103 
104 
105 

Mean 
SD. 

N 
106 
107 
108 
109 
110 

MealL 
S.D. 

N 
111 
112 
113 
114 
I15 

Mean 
S.D. 

N 
116 
117 
118 
119 
120 

MtY3fl 
SD.. 

30.3 
30.7 
33.0 
34.5 
34.4 
32.6 
1.99 

5 
28.1 . 
27.8 
26.6 
28-Q 
29.6 
28.0 
1.07 

5 
32,l 
31.9 
33.5 
33.5 
34.8 
33.2 
1.19 

5 
26.7 
28.4 
30.1 
27.9 
29.7. 
28.6 
1.38 

c 

20 



TRADE SECRET - CONFIDENTIAL . Ivfentor Corporation 
Gel-illfed ~~~~ Prosthesis 

Animal Body W#gh& at Dose Adminisfration: Miemmuskws Asssyr (Cmf’d) 

Treatment at 20 ml.& Animal Weight 
NuInber (g) 

Group 
Sex 
Dose : 

Group: 
sex 
Dose 

GroUgJ 

Sex 
Dose ’ 

Group 
Sex 
Dose 

3A 
Male 
corn oil 
Extraction 
l3tanic 

3A 
Female 
Corn oil 
Extraction 
Blank 

4A 
Maie 
Corn OiI 
Test Article 
Extract 

4A 
Female 
corn oil 
Test &fide 
Extract 

IZi 
122 
123 
124 
125 

Meal! 
SD. 

N 
126 
127 
128 
129 
130 

Me:an 
S.D. 

N 
131 
132 
133 
134 
135 

Mean 
S-D. 

N 
136 
137 
138 
139 
140 

MtXUi 
S.D. 

N 

31.9 
32,3 
32.1 
33.7 
36.4 
33.3 
1.88 

5 
27.6 
29.0 ’ 
27.7 
30.3 
305 
2%0 
1.38 

5. 
j2.7 
32,l 
31.9 
33.4 
35.6 
33J 
1.49 

5 
26.3 
27.2 
27.4 
27.2 
31.2 
27.9 
1.92 

5 
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Animal Body Weights at Dose Admimtion: Micronu&ms Assay (Cont’d) 

Treatment at 20 &+/kg 

GrOUp 
SCX 

Dose 

Group 5 
Sex Female 
Dose CP mmgtkg 

Group 
Sex 
Dose 

1B 
Male 
&line 
Extraction 
Blank 

Group 
Sex 
Dose 

1B 156 
Female 157 
Saline 158 
Extraction 159 
Blank 160 

141 
142 
143 
144 
145 

146 
147 
148 
149 
150 

151 
152 
153 
154 
155 

Mt%SI 
SD. 

N 

Mean 
SD. 

N 

Mean 
S.D. 

N 

31.1 
32.2 
33.3 
33.3 
35.0 
33.0 
1.45 

5 
27.9 
27.5 
30.2 
213.5 
31.5 
29.1 
1.68 

5 
32.4 
33.2 
31.4 
34.3 
34.0 
33,l 
1.19 

5 
25.9 
27.6 \ 
28.3 
29.2 
27.6 
27.7 
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Animal Body Weights at Dose Acln&&tatiou: M&ronuchs Assay (Co&d) 

Treatment at 20 mUkg Animal WtGght 
Number (Ql 

Group 2B 
Sex - 
Dose 

Group 

sex 
Dose 

Group 
Sex 
Dose 

- Group 
Sex 
Dose 

Male 
Saline 
Test Article 
Extract 

161 
162 
163 
164 
165 

2B 166 
Femde I67 
SaliIte 168 
Test Article 169 
Extract 170 

33 171 
Male 172 
Corn oil 173 
Exhract ion 174 
Blank 175 

3B 
Female 
Corn oil 
Extraction 
mink 

176 
177 
178 
179 
180 

23 

MCZ%l 
S.D. 

N 

Mean 
S.D. 

N 

MMII 
SD. 

N 

Me%n 
SD. 

N 

32.4 
31.1 
33.1 
34.8 
34.6 
33,2 
155 

5 
26.4 
30.6 
27.7 
29.2 
28.6 
28.5 
lS8 

5 
31.5 
31.6 
32.8 
33.6 
35.9 
33.1 
1.89 

5 
26.6 
27.9 
29.8 
32.8 
29.0 
29.2 
2.33 

5 
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Animal Body Weights at Dose Administration: Micrdnudeus 

Treatment at 20 mukg 

Group 413 
- Sex MaXe 182 33.9 

Dose C?rn oil 183 32.6 
Test Article 184 33.4 
Bxtract 184 33.9 

MCUI 32.9 
S.D.. 1.30 

N 5 
Group 4B 186 27.4 
Sex . Female 187 28.5 
Dose Corn oil 188 28.0 

Test Aqicle 189 29.0 
Extract 190 29.2 

Mean Z&4 
SD. 0.74 

N 5 
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BioReliance Study Number: 

Cytogenetic Assay in Mice Condwct~d with 
‘l&t Artick Extracts 

i 

f __ 

1.0 PURPOSE 

The purpose of this study is to evaluate the clastogenic potential of s&ma and corn oil 
extracts of the test articlq as measured by its ability to induce micronq&&zd ,#ycbmmatic 
erythrwytes in mouse bone marmw. 

2.0 SPONSOR 

2.1 Sponsor Name: Mentor Corporation 

2.2 Address: 201 Merstor Drive 
Santa B&&a, CA 93111 

2.3 Representative: Philip Yang 
Phone: 805-879-6427 
Fax: 805-879-6014 
Email: pyang@nentorco~.orcorp.cam 

j 2.4 Sponsor Project #: (#a?dJ 

3.0 5ENTIHCATION OF TEST AND CONIXOL SUBSTANCES 

3.1 Test Article: 30Ucc Sifter Moderate P&d% GeEiWd Mzpnirry 

shell. 

3.2 

3.3 

3.4 

Controls: Negative: Saline and corn oit extraction b 
Positive: Cyclophosphaxnide (Cl’) 

Determination of Strength, Purity, etc. 

Unless alternate armpgements are made, the k&g fscitity at~3i~&@nce will qot 
paform analysis of the do&g solutions. The Sponsor will be responsible 
for determinatioix and docttmentatiion of the ana@ticaf, ptity and sjtjonofthe 1 
test article and the stability and‘ slxength of the dosing sol&j’is. 

Test Article Retention sample 

The retention of ‘a reserve sample of the test article wilI be the responsibility of the 
Sponsor. 

Protocol No. SPGT123201 19 Mar 2003 1 of9 ~ 
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Gel-filled ,M;wunary Prosthesis 

4.0 TESTING FACILITY A.ND KEY PEFJXWNEL 

4.1 Name: Toxicology Testing Facility 
Bi?RelianGe 

4.2 Address: 9650 Medical Center Drive 
Rockvilie, MD 20850 

4.3 Study Director: - Rarnadevi Gud& Ph.D- 
Phone; (301) 610-2169 
Fax: (301) 738-2362 
E-mail: rgud@bior&mce.com . ’ 

5.0 TEST SCHEDULE 

5.1 Proposed Experimental Initiation Date: 
AipR;/ t-q ZQO3 

5.2 Proposed Experimental Completion Date: ef 5 
s-@Q3 

5.3 Proposed Report Date: /c/d 2 /6, wp 3 . 

6.0 ; TESTSYSTEM 

Closed-colony, mndom-W rodents are acceptable mqiels for mutagenicity &u&es. ICR 
mice were sekcted because of the availabiiity of historical control data, 

6.1 Source: Harlan Sprague Dawley, Inc. 
Frederick, MD or 
Charles River Breeding J&oratories 
Kingston, NY or Raleigh, NC 
or other approved alternates 

6.2 Age at initiation: of study: 6-8 weeks 

7.0 EXPERIMENTAL DESIGN iWD lWTHODOI..OGY 

Following the admiistration of one, concentration each of saline or ,corn &l test article 
extracis, positive or ne&tive (extract blank) controls to male and fmale tic& bone marrow 
cells will be collected at 24 and 48 hours and-examined for the bresqce <if rn~~~cl~~ 
polykomatic *ytes. The clastogenic potential of the test +rtick ‘ex+tract will ,be 
measured by. its abilit4; to increase micronucleated pol@x&natic eqthroeyks ‘in treated 
animals as compared to&#ive con@ animals. The tidy design will be ti follows: 

Protocol No. SPGT123201 19 Mar 2003 2 of 9 
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Saline Extractidn Blank 

Corn Oil Extmetion E?lank 

Saline Test Article &tract 

Corn Oil Tesl Article E;xtract 

Positive Control (CP) 

24Hr 4gHr 

5 5 

5 5 

5 5 

5 5 

5 

7.1 Extract Preparation 

The Sponsor has specified that extrap of the test articie will be prep& ushzg 
saline and corn’ oil according’to the following pfocedura (USP 
Biological Reactivity Test, In V’vo, p. 183% 1836.), The test aqticte 
with 20 mL extmcti~n medium for each of the following specimen sizes: 120 cm’ 
total surface area (both sidesj for specimens 0.5 mm or less in thickrtess or 60 cm’ 
total surface are+ (bath sides) for specimens XL5 mm k thickness. When surface 
area cannot be readily determined due to the configuration of the specimen, an 
extractipn ratio based on 0.1 g of elastomer or 0.2 g~of~plastic or ~#er Ix>lymers 

; for every 1 m&, of extracting &id wilt be used. The test +utic$e W@ “IX placed in 
the extraction vessel and immersed in the reqtiired volume of extr~&on medium. 
The test article ‘may be cut into small pieces to f*ilitate total im@rsion in the 
extraction medium. The he&space of the extractiotz vessel will be purged with 
nitrogen gas and the vessel capped tightly. The ex@on mixzun: will be shaken 
for 72zk2 hours at 5&&2”C. At the end of tbe ex$raction period, tkvessel will be 
cooled to room temperature and shaken vigorously for several minutes. The extract 
will be aseptitil~y decanted into a dry, steriie ‘vessei, and *red at room 
temperature. SBiine and corn oil extractior~ blanks will be pr ‘in the same 
manner, withou$ the addition of test article+ All extracts arxi kxmtion blanks will 
be used within 26 ho& of preparation. 

7.2 Dose Sekction 

In consultation ,~with the Sponsor, there will be no preliminary taxi&y tests 
performed with either the saline or corn oiI extract of the device. animals will 
be dosed with e&h test article extract or each extrsct %Iank at 2tkr& ex@cVkg body 
weight based ori the maximum allowable dosing vo!ume~ In the ev@t,of mortality 
in excess of 50% at 20 mL extract&, the Sponsor will be consulted +nce&ing the 
need for toxicity testing and the possible need for a rnul~*~~e dBase level 
micronucleus askay This additic& testing would requik a sepal+& protocol and 

1 . testing agreeme+. 

7.3 Route and Frequency of Adrninisttation 

Animak will be,dosed by intraperitoneal (IP) injection. IP 
maximize deli&y of the test article to the target sys 

Protocol No. SPGTI 23201 19 Mar 2003 3 of9 
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d 

c ._ 

a, . 

acceptable method for adminirsti-ation of test article concentmfions $0. laboratory 
animals. Animals wit1 receive the test article extracts and cm&& ifs a single 
administration. 

7.4 Controls 

7.4.1 Negative control 

The saline and corn oil extraction blanks will be used as the negative 
controls. . 

7.4.2 Positive control 

Cyclophgsphamide (CP) will be administered as the positive cor#.rol at a 
dose of 30-60 q/kg. C!P will be administered by the same~ route as the test 
article extract. 

7.5 Animal Receipt and Quarantine 

Virus antibody-t+ (VAF) mi~q w@ be quarantin+ for no less than 5 days prior to 
dose administration. The animals will be observed each working day for ,signs of 
illness, unusual food and watqr consumption, and other genml conditions of poor 

f health. All animals will be judged to be healthy prior to utilization in 

7.6 Animal Care 

Animals will be housed in an AAALAC-accredited faciiity with a controlled 
environment of 50 f 20% relative humidity and 72 f 3°F ttipera@re with a 12 
hour light/dark cycle. Mice of the same sex will be txxrsed up to Me per cage in 
plastic autoclavable cages, Heat-treated hardwood chips will he used for bedding. 
Animals will have &e acceqto a certified ‘laboratory rodent &ow v&i& has b&n 
analyzed for environmental contaminants and to tap water. 

. 7.7 Randomization 

The animals will be assigned to nine groups of five m&s and five fmales using a 
randomization procedure which is based on equalization of groip mean body 
weights, Addition& animals maybe desiguated and dosed as e@ animals 
in the test article.extract high dose group to be used in the event ofrn~~~ prior to 
the scheduled sacrifice. This will be done at the, di,scretion of the Study Director 
a&r evaluation of the toxicity data F&ch animal wih be given a 
and identified by an ear tag- 

7.8 Dose Administqtion 

The test article tMm%s, the extra&on blank controls and the positive control (CP) 
will be given as single admin.istrations, The volume of &r&&ration will be 
20 r&kg body weight. AR mice in the experimental gcou~s will be wejghed and 
the dose volume will be based on individual body weight- 

Protocol No. SPGT123201 19 Mar 2003 ’ 4 of 9 
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7.9 Bone Marrow Collection 

8.0 

9.0 

Twenty-four and, 48 hours after dose administration, five animals persex per test 
article extract-treated and negative control groups will be sacrificed by carbon 
dioxide asphyxiation. The positive control group WilLbe saorificed2~# h&us after 
dose administration. Immediately following sacrifice, the fanurs v&l be exposed, 
cut just above the knee and the bone marrow will be as&at& into a syringe 
containing fetal bovirie serum. The bone marrow cells wig! be t&&&red to a 
capped centrifugetube containing approximately 1 ml.fetal bovine serum. 

The bone marrow cells will be pelkted by centrifigation and the cart, will be 
drawn off, feaving ‘a small amount of fetal ,bovine serum with the,~romairnng ceil 
pellet. The cells will be resuspended by aspiration with a capillary &&tte and a 
small drop of the bone marrv$v +spension will be spread onto a.c 
Each slide will be,identifkd by the experiments andan&nal number, At least two 
slides will: be prepared loom each animal, air dried, fixed by bang “m methanol, 
stained with May~GruenwaldGiemsa stain and ‘@errnanently mounte& 

7.10 Scoring for Micronuclei 

Slides will be coded using a random number table by an indivkiual. not involved 
with the scoring process. Using medium mq&fka&x3, an area of aaxptable 
quality will be s&z&d such that the cells are welt ‘-spread ~and’s&&ed. Using oil 
immersion, Zoo0 polychromatic erythrocytes will be scored for the- presence of 
micronuclei. The number of micronucleated notrnocytes in the: field of IO00 
polychromatic erytbrocytes wilt also be enumcz&d. The propaIfion of 
polycbromatic er@mcytes to total erythmcytes will also be edper 
erythrocytes. Thi proportion of polyehromatic er@rocytes to total aythrocytes in 
test article extract-beat& animals should not be less thanZO% of the ~contml value. 

CR3TERlA FOR DETERMHATT0N OF A VALID TEST 

The mean incidence ofrnicronucleated~po&&romatic erykocytes must not exceed S/1000 
polychmmatic erythrocytes (0.5%) in the negative (extraction blank) con&& The incidence 
of micronucleated polychromatic etylhmcytes in the positive contml must be 
significantly increased relative to the negative control (plO.05, Kaste $3OWmZl 
T&k@. 

EVALUATION OF T@T FWWT.,TS 

The iucidence of micr$muckatcd po~ychmmatic erythmcytes per 2W0, polycbtnmatic 
erythmcytes will be presented for each animal and treatment group, Statistkal significance 
will be determined using the Kastenbaum-Bowman Tables which are based onthe binomial 
distribution. All analysek will be pe&onned separately for each sex, 

In order to quantify the test article extract effect on erythropoiesis,~as an indicator of bone 
marrow toxicity, the proportion’of polychromatic erythrocytes to tot$erytWcytes will be 
presented for each animal and treatment group. 

Protocol No. SPGT123201 19 Mar 2003 5 of9 
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Afl concfusions will be based on sound scientific judgement; however, iac; a guide to 
interpretation of the data, the test a&k extract- will be considered to induce a positive 
response if a statistically significant increase in micr&&eated ~ly~~rna~c erythrocytes 
is observed relative to be nigative con&of @~0705, Kastenbaum-l&vrna.Tab!es) it any 
sampling time. However, va&.s that q statistically s&&cant but dd not ekeed the range 
of historical negative or vehicle contr$s pay be judged as n# biokgic&y ~ig&kant. The 
test article extract will bi judged neg&ive if no statistically signifi~t increase in 
micrvnucleated pofychromatic eiythkcytes above the cunc~ent negative cor&ol values are 
observed at any .sampIiig time. * 

10.0 RIPORT 

A report of the results bf this study ~$1 be prepared by the Testing Labqatory and wiH 
accurately descriie all mefhods usd for generation and analysis of the data 

The report will include: 

b Test article: identification and CAS no., if known; physica$l na@z and* purity, if 
known; physico+hemical properties relevant to the conduct of the s+dy, .if,known; 
stab$ty of the test article, if knvwn. 

i . Extraction Media: justification fw choice of extraction media; de&i@ on test +icle 
~tElCtiOSl 

. Test animals: species and strain of animals used, age of animals, ypber of timak 
for each sex in 6xpcrimentaI and cvntrvi groups. 

. Test Conditions: detailed description of and rationa!e for device ex 
of the administiation of test articIe extract; rationale for route of &ministration; 
methods for %r@ing that the tesE article extract reach@ the gene@ circuiativn or 
target tissue, if ap@icable; det$s of food and water quality; ,d&cription of 
treatment and sampling s&&&s; treatment pr6cedures; doses; toxicity data; 
negative (extra4 blank) -and positive control data; m&hod of slide’pteparation; 
methods for rkieasurement of toxicity; criteria for scoring ‘mi+wzmcleated 
immature erythrocytes; ntiber of cells analyzed per ariima; criteria for 
considering study as positive, negative or equivocal 

b Results: signs vf toxici% proportion of polychromatic eq&rocy&s among total 
etyhmcytes; numhtx of mi&on@2a@d polyc~matic erytkoc* per animal, 
meaMstandard devi$ion of micrvrwleated pol~hwnatic erythrocjrtes per grvup; 
dose-response r+tiorkhip, where possible; statistic&l analyses; con&rent negative 
control dtita; histvricai negative control data with sdnges, me- and sta&rd 
deviations; concurrent poSitive control data 

. Discussion of results 
. 

; . 
. Conclusion. 
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11 .O RECORDS AND ARCHIVES 

All raw data, protocol, and a copy of all reports will be maintained aec~rding to Standard 
Operating Procedure OPQP3040 by the BioReliance RAQA unit he red at 
BioReliance, 14920 Broschart Road, Rookville, MD 20850. Per this SOP, paper records 
will be retained for at le&t three years after which time the Sponsor will be cotitaqed for a 
decision as to the final disposition of the materials.. All study msterials returned to the 
Sponsor or destroyed will first be copied and the copy will be retained in the B&Reliance 
archives for a minimum of 10 years. 

. 
i2.0 REGULATORY REQUIREMENTS/GOOD LABORATORY PRACTICE 

This protocol has been ;titten to comply with EEL: Directive 79i83.1 Annex V, B-12 
Mutagenicity (Micronucleus Test); June, 1989; OECD Guideline 474 @ene& Toxieologyz 
Micronucleus Test), Ninth Addendum to the OECD Guidelines for the Testing of 
Chemicals, published by OECD, Paris, February 1998; EPA ‘Health Effk@s Testing 
Guidelines, Subpart 870.5395 (In Vivo Mammalian Bone Marrow Cytogenetics Tests: 
Micronucleus assay), .Aug1$1998; and ~Notification No. 118 of the P~~~utic~ &.ff%rs 
Bureau, Ministry of Health and Welfare, Japan, February ,15,1984: 

This study will be performed in compliance with the provisions of the Good Laboratory 
Practice Regulations for Nonclinical +&oratory Studies (GLPs). The .protocol, an 
in-process phase, the rsw data, and report(s) will be au&e@ per the Standard Operating 
Procedures (SOPS) of BioReliance by the Quality Assurance Unit of B@Rellance for 
compliance with GLPs, the SOPS of BioReliance and the amdy protocol. The in-process 
inspection will be p$onned to audit the critical assay procedures ‘and systems 
supporting the assay. A signed QA statement will be included in the final repert. This 
statement will list the system phases inspected during the previous qjuarter or the 
study-specific phases, the dates of each inspection, and the dates the results of each 
inspection were reported to the Study Director and the Study Dir&or% management. In 
addition, a signed GLP compliance statement will be irtcluded in tie fin&l report. This 
statement will cite the GLP guideline(s) with .which the study is compliant and any 
exceptions to this complisnce, if applicable, including the omission of &ara&zkzation 
or stability analyses of the test .or control article+ or their mixtures. 

Will this study be submitted to a regulatory agency? 

If so to which agency or agencies? 

UnIess arrangements arel made to the contrary, unused dosing soiutions WitI- be~disposed of 
following administration to the test system and all residual tqt artide~extra& will be 
disposed of following final&ion ofthe report. 

Protocol No. SPGT123201 19Mar 2003 76f9 
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Study AA73xP.702201 BTL was conduGted irx compliance with the US FQA Good Laboratory 
Practice Regulations as pubJ.ished in 21 CER 58, the US EPA GLP S ds4OCFR M&and 
40 CFX 792, the UK GLP Compliance Iffegulations, the 3apanese GW,~&qg&ttions, and the 
OECD Principles of Good Laboratory Pm&ice in all material aqmts with the following 
exceptions: 

The identity, strexgth, purity, and corqositirm or other 
characteristics, to defke the test article ,and the .stab%ty of the ?est 
article have. not been detemined by the testing facili& or the 
Sponsor. 

Analyses to determine the uniformity or cor~ceWration of the test 

mixtures an? ‘heir stability were not perfomed- b;y the test&g 
facility or thq Sponsor, 

Richard H. C. San, Ph.D. 
Stud Director 

.A 

Date 



” &udy Title: In Vih;o Mammalian Gene Mutation Test Conducted witlr Test Article Extracts 

Study Number: AA73XP.702201 .BfL 

Study Director: Richard H. C. San, Ph,D. 

This study has been divided into a series of in-process phases. Using a ~d~rn;~pl~g approach, Quality 
Assurance monitors each of these phases over a series of studies. Precedures, dcqimentation, equipment 
records, etc., are examined in order to: assure that ifie study is performed in accordance with the US. FDA Good 
Laboratory Practice Regulations (21 CFR SS),. the U.S. EPA GLPs (4O.CFR 792 and 40 CFR 1601, the UK GLP 
Regulations, the Japanese GLP Standard, and the UECD Principles of Goad Labor&tory Practice and to assure 
that the study is conducted according to the protocol and relevant Standard Operating Procedures. 

The following are the inspection dates, phases indpected, and report dates af QA inspections of this study. 

Inspect On 
Phase 

WApr-03 - 04-Apr-03 To Study Dir O4-Apr-03, To Mgmt Q4-Apr-03 
Protocol Review 

Inspect On 
Phase 

23-May-03 - 28-May-03 To Study Dir 28-May-U3 To Mgmt 29-May-03 
Draft Report 

Inspect On 
Phase 

11 -Jun-03 - 1 I-Jun-03 To Study Dir 1 I-Jm-03 To Mgmt 11 -Jun-03 
Draft to Final :Report 

This report describes the methods and procedures used in the study and the reported results accurately reflect 
the raw data of the study. . 

/3&5&d 0. S&w/ 
Becky D.%hreckengost, M.S. 1 
QUALITY ASSURANCE 



FINAL REPORT 

sponsorz 

Authorized Representative: Philip Yang 

Testing Facility: 

Test Article LD.: 

Test Article Lot No.: 

BioReliance Study No.: 

Test Article Description: 

Storage Conditions: 

Test Article Receiptkogin: 

Study Initiation: 

Experimental Start: 

Experimental Completion: 

Mentor corporaton 
201 Mentor Ikiye 
Santa Barbara, CA 93ili 

white: opaque gel 

room tanpera@re; from light 

03 April 2OQ3 

15 April 2003 

29 May2003 ’ 
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SUNNARY 

Motor Corporation 
l$mmry Prosthesis 

The test article, 300~ Stitex Maderate Profile Gel-fiUed Mammry Pr~~~~s, was extracted in 
both saline and ethanol and each extraot was tested in the L5~?8Y13’k4* .Mouse Lymphoma 
Mutagenesis assay. h the mutagmtis assay, the test aft&k ezrtracts w~m tqsted at IOQ j&hL 
with the saline extract and, IO p.UmL with the ethanol extract. The test ar%icle extracts were 
administered full strength (undiluted) using a 1.0 mL dose volume for the saline extract and 
100 pL for the ethanol extrzkt; these dose Ievels were limited by the ipum concentration of 
extraction niedium compatible with the test system. 

In the mutagenesis assay, no treated cultures exhibited mutant frequenc$es that were at least 55 
mutants per 106 clonable cehs over that of the extraction Ma& control. No visible pm&pit&e 
was present in the treatment inedium of any cuhures. Toxicity in &e cloned cultures, i.e., total 
growth of C&I% of the extrkion bIank control, was not observed. 

The TFI’ colonies for the positive and extraction blank controi cu&ures were sized according to 
diameter over a range from approximately 0.2 to 1.1 mm. The cok3ny sizing for the MMS 
positive control yielded the expected incn%se in small colonies, verifj+ng the adequacy of the 
methods used to detect small colony mutants. 

p. Under the corrditions of this study, saline and ethanol extracts of. the test artkle, 3OOcc Siltex 
Moderate Profile Gel-filled Mammary Prosthesis, were concluded .$o: be negative in the 
L5 178Y/K+‘- Mouse Lymphoma &$utagenesis Assay. 
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The purpose of this study was to evaluate the mutagenic potential of safine and ethanol test 
article extracts based on quantitation of forward mutations at the thy&dine. kinase locus of 
L5 178Y mouse lymphoma cells. 

The test article, 3ooCc Siltex Moderate Prufile Gel-fLz&l Mammary is, was received by 
BioReliance on 28 March 2003 (SampJe~ 1) and 01 May 2003 (S was assigned the 
code number AA73XP. The test article was characterized- by the Z&n&or as a sterile device, 
made with all SiTech mate@ls, laser marked patches, new cat &nkiss steel mandrels, 
and 3.5 hour dry heat sterilization, which should be stored at am . Upon receipt, 
the test article was described as a white opaque gel and was stored at room temperature, 
protected fiorn light. 

Saline and ethanol extracts of the test article were prepared aeeording’ to the following 
procedures. The test article was extracted at a ratio of 1 .O mL extraction. medium per 0.2 grams 
test article. The test article *as placed in, the extraction vessel and immersed in 1414.5 rnL, saline 
extraction medium or 1546 mL ethanol extraction medium. 7;he test art&e was eut into small 
pieces to expose the gel and’the shell and to,facilitate total immersion in trie extraction medium. 
The headspace of the extraction vessels was purged with nitrogen gas I and the vessel capped 
tightly. The extraction mixture was shaken for 72s hours ‘at %&2%J. .At the end of the 
extraction period, the vessels were cooled to room tempemture and -Sk&en vigorously for 
several minutes. The extracts were asepti&Uy decanted into dry, steri& vessels and stored at 
room temperature. Saline and ethanol ,extraction blanks &ere same manner, 
without the addition of test l&tide. Test .art.icle extracts and extra&on were used within 
24 hours of preparation. 

The test article extraction media and positive control articles have been &aras%erized as per, the 
Certificates of Analysis on file with the testing facility. The stability of the test afticle extraction 
media and positive control articles and their mixtures was demonstrated by acceptable results 
that met the criteria for a valid test. 

Methyl methanesulfonate (MMS), CAS 66-27-3, lot # 15526A0, ox on date March 2005, 
suppfied by Illdrich Chemicaj Company was used as the positive co for the non-activated 
test system at stock concentrations of 1000 and 2000 &$nL. 7,l 
(7,12-DMBA), CAS 57-97-6, lot # 785flO78, expiration date 3anuary 
Chemical Company was used at stock, concentrations of 250 and 4W $mL as the positive 
control for the S9-activated test system. 

7 



TRADE SECRET - CONFIRENTIAL . j%mor Corporation 
Gel-filled Mammary Prosthesis 

~~~~A~“~~~~ 

Test System 

L5178Y cells, clone 3.7.2C,,,were obtained from Dr. Patricia Poorman-Allen, Glaxo Inc., 
Research Triangle Park, NC; E&& lot of cryopreserved Cells was testedusing the agar culture 
and Hoechst staining procedures and found to be free of my~o Iasma cont. ’ 

5) 
ation. Prior to use 

in the assay, L5178Y cells- were cleansed of spontaneous TK - cells&y cultux+ng in a restrictive 
medium (Chve and Spector, ‘1975). 

Metabolic Activation System 

Arwlor X254-induced rat liver S9 was used as the metabolic activation system The S9 was 
prepared from male Sprague-Rawley rats induced- witi a single in Eqneal injection of 
Aroclor-1254, 500 mg/kg, five days prior to sacrifice. The S9 was batch prepared and stored at 
I -7QOC until used. Each b$k preparation of S9 was assayed for stetity and its ability to 
metabolize 2-aminoanthracene and 7,12dimethyl-&enz(a@r&racene to forms mutagenic to 
Salmmelkz typhimuriw TA~IOO. 

Immediately prior to use, the S9 was mixed with the cofactors and.,Fischer’s Medium for 
Leukemic Cells of Mice. with 0.1% Pluronics (Fop) to contain 250 fl S96.Q mg mcotintide 
adenine dinucleotide phosphate (lUDP), t 1.25 mg DL-isocitric acid 750 fi F&P/niL S9- 
activation mixture and kept on ice until used. The cofactor/F@ mixtu filter sterilized and 
adjusted to pH 7.0 prior to the addition of S9. 

Mutagenesis Assay 

The mutagenesis assay-was used to evafuate the mutagenic potent&d 0% test article extracts. 
Duplicate cultures of L5178Y mouse lymphoma eel& were ,exposed to one concentration of each 
test article extract (undiluted) and the appropriate extraction blanks in, both the absence &d . 
presence of S9. Positive controls, with and without ‘S9-activation, were tested caneurrentiy. 

Tredment of the Target C@s 

The mutagenesis assay wasperformed according to a protocol descriw by- Clive and Spector 
(1975). Treatment was carrie$ out in conical tubes by combining 6 x 106 I.5 178YnTJI(+” cells, 
FOP medium or S9 activation ixtixture and the appropriate aliquot of test article extract (1.0 mL 
for the saline extract or 100 pL for the ethanul extract) in a total, voll;;nme of 10 I&. One 
concentration of each test article extract was tested in duplicate. Two .conhrol tubes received 
extraction blank only. and ;,the positive controls were treated with 1 gL MMS (at final 
concentrations of 10 and 26 p&L in treatment medium) and 108 & ?,iZ-DMRA (at final 
concernrations of 2.5 and 4;O ~g/niL in treatment medium). ~r~e~t..~~ were gassed with 
5,+1% COz in air, capped ti&tly, and incubated with mech@cal mixing, for 4 hours at 37&-I”C. 
The preparation and addition of the test article extra& dosing solutions -were carried out under 
amber lighting and the cells !wre incubated in the dark dting the 4-hour exposure period. After 

1 
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the treatment period of 4 hours at 37&OC, the cells were washed twice with F# or FaP 
supplemented with 10% horse serumand 2,mM L-glutamine (Fi@). After the second wash, the 
cells were resuspended in F#,. gassed ,with 521% CO2 in a& and ,pla&d on the roller drum 
apparatus at 37-cl”C. 

Expression of the Mutant &enotype 

For expression of the mutant phenotype, the cultures were counted using an electronic cell 
counter and adjusted to 3x105 cells/mL at approximately 24 and 48 -hours wafter treatment in 20 
and 10 mL total volume, respeetiveiy. Cuhures with less than 3x 105 ce wese not adjusted. 

For expression of the TX;“’ cells, cells we= placed in cloning medium (C&i.) containing 0.23% 
dissolved granulated agar m F# plus 20% horse seti. Two flasks p& culture to be cloned 
were labeled with the test article extract concentration, activation condition, a&d either TFT 
(trifluorothymidine, the selective agent) or V.C. (viable count). Each fl&sk was prewarmed to 
37-cl°C, filled with 100 n&&CM., and placed in ‘an incubator shakes at 37&laC until used:The 
cells were centrifuged at lO@O rpm for 10 minutes and the supernatant was decanted. The cells 
were then diluted in CM. to concentrations of 3~10~ cells/W@ mX, CM: ,for the TFT flask and 
600 cells/100 mL CM. for the VC flask., After the dilution, 1 .O mL of sto&solution of TFT was 
added to the TFT flask (final concentration of 3 l,q@L$ and both this f&k and the V-C. flask 
were placed on the shaker at 125 rpm and ‘37rtl”C. After 15 minute+, flasks wese removed 
and 33 mL of the cell suspension was p$etted into ea&,of *three ately labeled petri 
dishes. To accelerate the gelling. process; the plates were placed in ,cold $orage (approximately 
4*C) for approximately 30 r&&es. The plates were then incubatd at 37~?1oG in a humidified 
5-c1% CO2 atmosphere for lo-14 days. 

Scoring Procedures 

After the incubation period,,the~V.C. plates were counted for the total number of colonies per 
plate and the total dative growth determined. The ‘l”FT coIo;nies were then counted for each 
cultuse with 2 10% total relative growth. The diameters of the TFT eolouies fbr the positive and 
extraction blank controls and, ‘in the case of a positive WQKXW, the test article-treated cultures 
were determined over a range of ap roximately 0.2 to I. 1 mm- The ratiorqie for this procedure 

P is as follows: Mutant L5178Y TX * colonies exhibit a characteristic frequency distribution of 
colony sizes. The precise distribution of large and small TFT-re&tant mu-tafat colonies appears 
to be the characteristic mutagenic “finger-print” of carcinogens in the -L5178Y T@” system 
(Clive et al., 1979; I?eMarini et al.; $989). Clive. et al. (1979) and Qozier d al. (1981) have 
presented evidence to substantiate the -hypothesis that the small ~q&r~y variants carry 
chromosome aberrations associated with clqmosome 11, the &ro~osome on which the TK 
locus is ‘located in the mouse (Kozak and Rnddle, 1977). They suggested that large colony 
mutants received very loca@ed damage, possibly in the form of a point mutation or small 
deletion within the TK locus, while small colony mutants received damage to collateral loci 
concordant with the loss of TK activity. 

9 
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Evaluation of Results 

The cytotoxic effects of each beatment condition were expressed relative to the extraction bfank- 
treated control for suspension growth owzr two days p@t-tu%ment and for total growth 
(suspension growth corrected for plating efficiency at the time of &&&on). The mutant 
frequency (number of mutants per l# surviving cells) w&s deterx&ine&by dividing the average 
number of colonies in the three TFT plates by the average number of’ cokzries in the three 
correspondjlng V.C. plates and multiplying&y the dilution ‘faCtor (2x10”“) &en multiplying by 
106. For simplicity, this is described as: (Average.# TFT colonies / average # VC colonies) x 200 
in the tables. 

In evaluation of the data, in&eases ,inmutant frequencies whi&oc :onfy at highly toxic 
concentrations (i.e., less than 1U% total growth) were not considered.bio1ogically relevant. All 
conclusions were based on sound scientific judgement; however, the -following criteria are 
presented as a guide to interpretation of the data (Chve et al,, 1995): 

l The result will be considered to induce a positiveresponse if test art,icle extract-treated 
cubes with 10% dr greater total growth exhibit mutant frequencies 2100 mutants per 
IO6 clonable cells over the background level. 

0 A resuh will be considered e@ivocal if the mutant frequency in treated cultures is 
between 55 and 99 mutants per IO6 clonable cells over the b&k@ound level. 

l Test articles producing fewer. than 55 mutants per IO6 e&nabJe cells over the 
. background level will be concluded to be negative.: 

Criteria for a Valid Test 

The following.criteria must be met for the mutagenesis assay, to be cons d valid: 

Negative Controls: I 

The spontaneous mutant frequency, of the extra&On blank cultunzs must be within20 to 
100 TFT-resistant ‘mutants per HI6 surviving cells. The c3oting efficiency of the 
extraction blank groups must be aeater than 50%. 

Positive Controls: 

At least one concent@tion of each positive control must exhibit mutant frequencies of 
2100 mutants per iob cfonable .eells over the background level. The colony size 
distribution for the M&IS positive control must show an increqe in both small and 
large colonies (Moore eral., 1985; Aaron et ai., 1994). 

10 
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Archives 

Ml raw data, protocol, and a copy of ail reports wilt be m$ntajned according to Standard 
Operating Procedure OPQPWO’by the RioReliance RAQA umt h~d~u~er~ at: BioReliance, 
14920 Broschart Road, Roekville, b&D 20&O. Per t&is SC&paper reCo will be retained for 
at feast three years after whikh time the Sponsor wil.l be contacted for a, ision as TV the final 
disposition of the materials. AHstudy materials returned to the Sponsor or destroyed will first be 
copied and the copy will be retained in the BM&&inee archives for a mir&r&m of 10 years. 

Deviations 

No known deviations from the protocol or assay method~S0Ps occurred &ring the conduct of 
this study. 

Mutagenesis Assay 

Saline Extract: The results of the mutagenesis assay for the saljne extract are presented in Tables 
1 through 4. Colony size d&ributions for the positive ‘and negative controls are presented in 
Figures 1 and 2. The colony 1 s&Gng for tie MMS positive control $elded ,t@e expected increase in 
small colonies, verifying the adequacy ‘of the methods used to detect colony mutants. In 
the non-activated system, cultures t+ed vvitb a test article extract concentration of 100 &ImL 
were cloned and produced suspension growths of 93% d;iil 89%. In the SQ-activated system 
cultures treated with a test a&ele extract concentration of 100 j.tUmL we&cloned and produced 
suspension growths of 107% and 105%. No test article precipitate was:observed in treatment 
medium. 

No treated cultures exhibited mutar&t frequencies that were at ler& 55 ~mnutnts per 106 clonable 
cells over that of the extraction blarrk control. The total growths were 1 % ad lW%forthe 
non-activated cultures and FO6% and 116% for the S9-a&ated cultures at, a test article extmct 
concentration of 100 p.UmL. 

Ethanol Extract: The results of the mutagenesis assay for the ethanol extract are presented in 
Tables 5 through 8. The first trial of then assay using the etha@ exwt failed due to high 
background (extraction blank) mu&m frequencies. The data from that &say were recorded but 
not reported. The assay was repeated ,using a freshly. prepared extra&. In the non-activated 
system, cultures treated with a test erticle.extract coni~ntration of 10 pUnI+ were cloned and 
produced suspension growths of 102% .and 105%. In the. SS-activated system ~uhures treated 
with a test article extract doncentration of 10 pUmL were cloned and produced suspension 
growths of 105% and 106%. No test article precipitate w& observ& in nt medium. 

L 11 
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No treated culture exhibited: mutaut frequeties that were at feast 55 mutants per IO6 clonable 
cells over that of the extraction blank control. The-totd g~av+hs were 98% and -93% for the non- 
activated cultures and 100% and 90% for the S9-activated cultures at a test article extract 
concentration of 10 pUmL. 

All criteria for a valid study were met as described in the prW&ol. The re&ts of the 
L5178Y/TKH* Mouse Lymphoma Mutagenesis Assay in&cate that, under the ~onciitions of this 
study, saline and ethanol $racts of 300~~ Siltex Moderate Profile ~GeI4illed Mammary 
Prosthesis were concluded to, be negative. 
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TRADE SECRET - CONF@E,NTLAL 

_______-------------___1____1________1__---------------------------------------- 

Test Article TFT Colonies VC Colonies Induced % 
Concentration -------------...--- ------------------+ Mutant' Mutat Total 

QWmL) Counts MEtL3l-l Counts Mean Faeg.* Freq.b Growth= 
========================3,------------------------------------~--- -------------'--------L-------------------=~=============== 

Solvent 1 34 81 38 51 &21 172 139 183 165 fI9 62 
Solvent 2 24 93 $23 80 f41 188 188 171 182 f8 88 

Mean Solvent Mutant Frequency= 75 

100 A 67 68 ,!53 63 27 195 296 209 200 f6 63 -12 107 
100 B 93 39 44 59 f24 240 218 192 227 320 54 -21 111 

--------------------I__________________c-------------------~-------------------- 

Pos .tive Control - Methyl Methanesulfonate <pg/&) 

10 214 195 137 182 &33 151 I35 144 143 Lk7 2&4 179 50 
20 219 225 210 218 +6 73 58 70 67 16 651 576 16 

--------------------______c_______I_____-----------------------~---------------- 

Solvent = saline extraction blank 
' . . 

A and B or J and 2 are dublicate cultures 

a _ 

b- 

= - 

Mutant frequency (per 10’ surviving cells = Avenge # TPT colonies x 200 
averages # VC colonies 

Induced mutant frequency Inutant 
per lo6 surviving cells) = frequency - 

average mutant frequency 
of solvent: coi3trols 

% total growth = (% suspension growth x % clqz+ng growth) 
100 

14 
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G~l-~l~e~.M~rn~ Prosthesis 

TABLE 2 

Test Article Cell Concentration 
Concentration (X lo"61 susp Growth Cloning‘ Growth % Total 

(p.wmL) Day 1 Day 2 Total" %Cntlb Avg vc %Cntl= Growthd 
-,,,,-,,,,,-----------------_------c-------~--~---------------- _-------------------------~-----------------------------"-~-~------------------- 

Solvent 1 1.38i4 1.701 26.2 165 
Solvent 2 1.4Q9' 1.566 24-5 182 

100 A 1.397 1.517 23.5 93 200 115 107 
100 B 1,389‘ 1.463 22.6 89 217 125 13.1 

Positive Control - Methyl-Methanesulfonate ~fPg/mL) 

10 1.093 1.255 15.2 60 143 83 50 
20 0.973 0.948 10.2 40 67 39 16 

Solvent = saline extraction blank 

A and B or 1 and 2 are duplicate cultures 

a - Total suspension grovirth = Dy 1 cell cont. x D&y 2 cell cont. 
0.3~10~ ceItls/rr& Day l~adjusted cell cont. 

tot@. treatment, 
b - % of control suspension growth, = suspensio~-growth X 100 

average solvent eon~rof, 
total. suspension growth . 

c - 3 control cloning growth = average VC of treated ‘cu&ure X 100 
' iverage VC of sol&nt coqtzoJ 

d - 3 total growth = (% suspension gtiowth) (% cloning growth) 
100 i 

3 15 



--“‘c’--‘--“---‘-‘---------‘-‘-------,-------------,---------------- ---- 

Test Article TFT  Colonies YC Colonies Induced %  
Concentration ---------I-. , .--+-- - I -w--I------------  Mutant Mutant Total 

(PwmL) counts Mean Counts Mean Freq.' Freq." Growth= 
_---- - - - - - - - - - - - - - - -c___ --------------------^____________)__*_I_--------  - - - - - - - - - - - - - - - - - - - - - - - -=-- - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - - -=~===== 

Solvent 1 30 67 ,59 52 f16 191 155 185 177 216 59 
Solvent 2 77 37 24 46 223 192 182 192 189 +S 49 

Mean Solvent Mutant Frequency= 54 

100 A 101 81 '94 92 48 184 168 194 ,182 fll 101 47 106 ' 
100 B 42 40 42 41 fl 205 198 203 202 f3 4l -13 116 

Positive Control -  7,12 ~Dimethylbenz(a)anthracene (flg/mL). 

2.5 131 163 172 155 f28 135 I.05 116 119.fl2 262\ 208 54 
4 291 260 13.9 230 f&i 101 119 117 112 f8 409 356 40 

---------------------------------~----------------------------------------------  
Solvent = saline extraction blank 

A and B or 1 and 2 are duplicate cultures 

a -  Mutant frequency (per IO6  surv iv ing cells  = Average # %fFT colonies x  200 
average # W C  colonies 

b -  Induced mutant frequency mutant 
per 10' surv iv ing cells )  

average mutant frequency 
= frequency -  of solvent dontrols 

c  -  %  total growth = (% suspension growth.x %  c loning growth) 
100 

3 16 

nfm IPQ  

3 \ 



TRADE SECRET - CONEIDENT-FAL Mentor Corporation 
~Mamtiary Prosthesis 

TASE 4 

Test Article Cell Ccmcentration 
Concentration (X 10"6) susp Growth Cloning &myth % Total 

WhL) Day'1 my 2 Total' %Cntlb Ayg Vcz‘ %Cntlc Growthd 
,------------------------,----I----------------------------------~------------------- --------------------_______________cLII_---------------------------------------- 

Solvent 1 0.945 3.36,O 14 :3 3.77 
Solvent 2 0.901 1.514, 15.2 389 

3'30 A 0.921 I. .!539 35.8 3.07 182 100 106 
100 B 0.944 1.480 15.5 105 202 130 116 

Positive Control - 7,12 Dimethylbenz(a)anthracene fpg/mL) 

2.5 0.72'6 1.512 12.2 83 xl.9 65 54 
4 0.646 1.332 9.6 65 112 61 40 

---^------------------------‘----------------------------------~--,------------------ 

Solvent = saline extraction blank 

A and B or 1 and 2 are duIjlicate cultures 

a - Total suspension grovkh = Day ~1 cell cont.. x Day 2 cell cont. 
0.3~10~ cells/ml Day 1 adjusted cell cont. 

total treatment 
b - % of control suspension growth = susp&sion growth X PO0 

average solvent control 
total sukpension gxowth 

. c - % control cloning grtith = average VC of treated culture x 100 
average VC of solvent control 

d - % total growth = (% suspensZon growth) (% cloning growth) 
100 



TRADE SECRET - CONFSD~NTIAL M~torCorpor@ion 
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‘-‘-““-‘---“-----‘-‘----‘-c3”-‘----~----------------~------------------ 

Test Article TFT Colonies vc! Colonies Induced % 
Concentration --------*------__ ------------e--.".--- Mutqt kfutant Total 

WhL) counts Mertn Counts Mean : Freq.' Freqeb Growth' 
===============r=======t=E-==P======~~===========================~~~~~~~=~============ 

Solvent 1 38 46 19 34 fll 96,116 120 111 110 62 
Solvent 2 20 20 ,54 31 f16 212 149 81 147 ckS3 .43 

Mean Solvent Mutant Frequency= 52 

10 A 47 31 '18 32 &I.2 99 148 124 124 &20 52 -1 98 
10 B 15 20 25 20 f4 80 109 156 115 zk31 35 -18 93 

Positive Control - Methyl Methanesulfonate #.g/mL) 

10 218 84 124 142 zk56 91 92 55 79 &I.7 ,358 306 49 
20 i20 89 79 96 &17 28 27 52 36 f12 539 486 14 

-----------------------------------------.--------------------------------------- 
'Solvent = ethanol extract&x blank 

A and B or 1 and 2 are duplicate cultures 
a - Mutant frequency (per lo6 surviving cells = Average,# TPT colonies x 200 

awerage # Vcf :col.onies 
b - Induced mutant frequency mutant 

per lo6 surviving cells) 
average mutant frequency 

= ,frequency‘ - of solvent controls 
c - 8 total growth = !% suspension growth x 8 cloning grosh) 

100 

? 18 II 



’ TRADE SECRET - CONFXDENTIAL 

Test Article Cell,Concentration 
Concentration (X, 10-6) Susp Growth Cloning Growth % Total 

(W/-J) Day 1. Day 2 Total' %C.ntlb Avg VclT %cntl= Growth' 
--------------------_l_________________l---------------------------------------- --------------------____c___^_______I___---------------------------------------- 

Solvent 1 1.135 1.446 18.2 211 
Solvent 2 1.161 1.496 19.3 147 

10 A 1.158 1.485 19.1 102 124 96 98 
10 B 1.186 1.494 x9.7 105 115 89 93 

Positive Control - Methyl Methanesulfonate (pg/mL) 

10 0.973 1.379 14.9 79 79 61 49 
20 0.821 1.037 9.5 50 36 28 14 

--------------------____c________I______-------------------~-------------------- 

Solvent = ethanol extraction blank 

A and B or I and 2 are duplicate cultures 

a - Total suspension growth = Day 1 cell eonc. x Day 2 cell cont. 
0,3x10" cellsJmL Day 3. adjusted cell cont. 

b - % of control suspension growth 
total treatment 

= suspension growth' X 100 
average solvent cotitZo3 
total suspension gruwtk 

. c - % control cloning growth = average VC of treated culture x 100 
average VC of solvent c&r01 

d - % total growth = (% suspension growth?,(% cLotring growth) 
100 

19 



TRADESECRET-COBFIDEHMAL 

Test Article TFT Colonies VC Colonies Induced % 
Concentration ---.w-----a.----w--' _--_________ --v-w..- Nut-t Mutant Total 

w.dmL) counts M@aXl counts Mean l?xeq." Freq.b Growth' 
=======e=====a====IT======t=zt=-ztef-r=s~~~================ 

Solvent f 45 35 18 33 511 132 109 130 524 f10 53. 
Solvent 2 27 21 ,31 26 f4 116 120 123 120 f3 44 

Mean Solvent Mutant Frequency= 48 

10 A 37 41 ,34 37 f3 133 135 78 125 f26 65. 16 100 
10 B 25 48 :30 34 f10 86 105 117 103 &I3 63 3.8 90 

_---___-__----------________________I__c-------------------~-------------------- 

Positive Control - 7,12 Dimethylbenz (a)~thracenk Q&g/d) 

2.5 79 186 118 128 A44 86 80 104 90 2~10 284 235 55 
4 240 132 139 I.70 f49 112 Il.2 80 101 f15 336 288 47 

---"-"""------'-----~--'-"'-----------------------~---------------- 
Solvent = ethanol extraction blank, 

A and B or 1 and 2 are duplicate cultures 
a - Mutant frequency (per lo6 surviving cells =L' Average # TFT c&or&es x 200 

b - Induced 
per 106 

c - % total 

average # VC colonies 

mutant frequency mutant average mutsult freque&y 
surviving cells) = frequency - of solvent controls . 

growth = (% suspension growth X % cioning grbwtft) 
100 
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Test Article Cell Concentration 
Concentration ix 10%) Susp Growth Cloning Growth % Total 

(*/a) Da* 1 Day 2 Total' %Crztlb Avg VC %Cntl' Growthd 
------------------------ ---------------cl ---"------""----------=-----------------======~~=~==~=---~-~================== 

Solvent 1 0.723 1'. 515 12.2 124 
Solvent 2 0.827 1.490 13.7 120 

10 A 0.796 1.543 13.6 105 - I.15 95 100 
10 B 0.8dl 1.545 13.7 106 103 a.4 90 

Positive Control - 7,12 Dimethylbenz(a)anthracene f+kg/a&) 

2.5 0.602 ‘1,438 9.6 74 so 74 5s 
4 0.528 1.255 7.4 57 101 83 47 

-----__----------------------------------------------------~-------------------- 
Solvent = ethanol extraction bl.ank 

A and B or 1 and 2 are duplicate cultures 

a - Total suspension growth = Day 1 call cont. x Day 2 cell. cent. 
0.3x10" cells/n& Day .1 adjusted cell cont. 

b 
tatai txeatment 

- % of control suspension growth = suspension grewtb X 100 
average solvent i=ontzoJ 
total susp++vsion growth 

21 

100 

c - % control cloning growth = , average VC of .treate$I culture .x 100 
average VC of so&v&& cotitrol 

d - % total growth = (% suspensian growth) {%.cloqing gsewth) 
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Figure 1 

120.0 

Colony Size: Distributioy in the Absence of hiIetab&ic Ac~~~~~ 
(positive Co+rol Compared with Saline I3xtraction IBmk Ccmtrol) 

A.A73XP.7@2201 Bl M34.S 
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Figure 2 
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AA73XP.7@22@1.BTt B2 It&IS 

0.20 0.40 $52 0.63 0.71 0.79 0.86 0. 1.05 
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Mentor Corporatian 

HistorM Contrd Data 
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TRADE SE&ET - CONFIDENTLAL, Mentor Corporation 
G~~-~ile~~a~~ Prosthesis 

Mouse Lyrnphuma Historical Control Data 

MeanME 1 51.9 626.6 197.8 I 

Solvent control (Fischer’s medium, distilled water, saIine,~DMSO, ethanoil, acetone or 
vehicle supplied by Sponsor) 

MMS Methyl methanesulfonate 
DME3A Dimethy&enz(a)ant 
MF Mutant frequency per lo6 clonabie cells 
SD Standard deviation 

c 3 27 
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TRADE SECRET - CQNFXDENTIAL . 

Study Number: 

In yin-0 Mammafian Cell Gene Mutation Test 
Conducted witb Test Article Extracts 

1.0 PURPOSE 

The purpose of this study is to evaluate the mutagenic potential of saline and ethanol 
extracts of the test article. based on quantitation of forward mutations at t&z thymidine 
kinase locus of L5178Y mouse. lymphoma cells. 

2.0 SPONSOR 

2.1 Name: Mentor Corporation 

2.2 Address: 20 i Mentor Drive 
Santa Barbara, CA 93 1 I 1 

2.3 Representative: PhilipYang 
Phone: 805-879-6427 
FAX: 805-879-6014 
Email: pyang@mentorcorp.com 

2.4 Sponsor Project #: 
_’ 

&.Ad) 

..T 3.0 IDENTIFICATION OF TEST AND CONTROL SUBSTANCES 
c 

3.1 

3.2 

3.3 

Test Article: 3OOcc Siltex Moderate ProWe GeEfiUed Mammary 
Prosthe& 

sterile device was cut open to extract both the- gel and the 
shell. 

Controls: Negative: Salineextraction bhtnk 
Ethanol extraction blank 

Positive: Methyl methanesuifonate chll[Ms) 
7,12dimethylbenz~a)anthracene 

Determination of Strength, Purity, etc. 

Unless alternate arran8oments are made, the testing facility at BioReliance will not 
perform analysis of the dosing solutions. The Sponsor will be directly responsible 
for determination and documentation of the analytid purity and corn~o~ti~n of the 
test article, and the stability and strength of the test article in the solvent. ior v&++t~\ 

Protocoi No. SPGT702201 18Mar2003 I of 9 



4.0 TESTING FACILITY AND KEY PERSC?Nl%L 

5.0 

TRADE SECRET - CONFIDENTIAL 

r- _- 6.0 

7.0 

.,I 

Mentor Cornoration 

3.4 Test Article Retention Sample 

The retention of a reserve sample of the test article willbe the responsibility of the 
Sponsor. 

4.1 Name: Toxicology Testing Facility 
BioReliance 

42 Address: 9630 Medical Center Drive 
Rockville, MD 20850 

4.3 Study Director: Richard Il. C. San, Ph.D. 
Phone: (301) 610-2222 
Fax: (301) 738-2362 
E-mail: rsan@bioreIianceeom 

TEST SCHEDULE 

5.1 Proposed Experimental Initiation Date: 15 2003 

5.2 Proposed Experimental Completion Date: 2 7 ?-$+ ;c u o 3 I 

5.3 Proposed Report Date: 2c ikpwy 2003‘ 

TEST SYSTEM 

L517gY/TK” mouse lymphoma ceils are heterozygous at the nom&y diploid thymidine 
kinase (‘IX) locus. L5178YG”, clone 3.7.2C, were received &om Dr. Patrikia Peorman- 
Allen, Glaxo Wellcome Inc., Research Triangle Park, North Carol&. Eaeh.%eeze lot of 
cells has been tested and found to be free of mycoplasma contamkation. “I%& system has 
been demonstrated to be sensitive to the mutagenic activity of a variety of chemicals. . 

EXPERIMENTAL DESIGN ANDMETHODCZLOGY 

The mammalian mutation assay will be performed by exposing duplicate cultures of 
L5178YnTK+’ cells to one concentrqttion of each test articie extract as well aspositlve and 
negative (extraction blank) controls. Exposures will be for 4 hours in-the presence and 
absence of an SY activation system. Fotlowing a two-day expression period, wi& daily celi 
population adjustments, cultures will be cloned, in triplicate, in restrictive medium 
containing soft agar to select for the mutant phenotype. Aver a 10 to 14 ,day selection 
period, mutant colonies will be enumerated. The mutagenic potential of the test article will 
be measured by its ability to indnce ‘II? --+ ‘II? mutations. For those test. artkles 
demonstrating a positive response, mutant colonies will be sized as an ~d~~io~ of 
meohanism of action, 



Mentor Corporation 
Gel-filled burns Prosthesis 

7.1 Extract Preparation 

The Sponsor has specified that extracts of the test article will be using 
saline and ethanol according to the following procedures .&JSP +48> 
Biological Reactivity Test, In F&o, p. I832- I 836). The test articlewill be extracted 
with 20 mL extraction medium For each of the following specimen sizes. 120 cm2 
total surface area (both sides) .for specimens O-5 mm or less in thickness or 60 cm2 
total surface area (both sides) for specimens N-5 mm in thi&-ress. 
area cannot be readily determined due to the configumttion of the 
extraction ratio based on 0. I g of elastomer or 0.2 g of plastic or other polymers 
for every 1 mL of extracting fluid wit1 be used. The test article wilt. be: placed in 
the extraction vessel and immersed in the required volume of extraction medium. 
The test articfe may be cut into smah pieces to facilitate total immersiorr in the 
extraction medium. The headspace of the extmetion vessel will be purged’ with 
nitrogen gas and the vessel capped &btiy. The extraction mixture wikbe~shaken 
for 7&2 hours at 5Qt2”C. At the end of the extraction period, the vessel, will be 
cooled to room temperature and shaken vigorously for several minutes. The e@ract 
will be aseptically decanted into a dry, sterile vessel, and stored at room 
temperature. Saline and ethanol extraction blanks .will be ‘prepared. in the same 
manner, without the addition of test article. All extracts and extraction bknks will 
be used within 24 hours of preparation. 

Unless specified otherwise;difutions of-the test arti& extra&s w$h be prepared by 
dilution with the extraction blark immediately prior EO use. AH test at-&e dosing 
will be at room temperature under yellow light. 

7.2 Dose Levels 

The test article extracts will be administered full strength (undiluted) intothe cuftum 
medium. The dose level will be limited by the maximum conce@&ion of 
extraction medium compatible with.the test system, i.e., HI% final co~ce~~~~n for 

saline and 1% final concentration for ethanol. 1 

73 Route and Frequency of Administration 

Cell cultures will be treated for 4 hours, both in the presence and $bsenee of 
metabolic activation. 

7.4 Exogenous Metabolic Activation 

! 

Ardor 1254-iiuced rat liver $9 will be used as the metabolic activatkm system. 
The source of S9 will be ,adult male Sprague-Dawfey rats induced by a single 
injeotion of Aioclor 1254 at a dose Sevd of 500 mg/kg body weight Sve days prior 
to sacrifice. The SY will be batch prepared ,and stored &ozen at approximately 
-70°C until used. 

,.- 

18Mar2003 3of 9 
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immediately prior to use, the S9 will’be thawed and mixed with a cofkttar pool to 
contain 11.25 mg DL-isocitric acid, 6mg NADP, and 0.25 mL S9 bomogen&a per 
ml in Fischer’s Media for Leukemic Cells of Mice with 0. i% Plurqnks @$P). The 
S9 mix will be adjusted to pH 7- The $9 mix will be $justed to~pH 7. Bach IO mI., 
cube will contain 4 mL S9 mix (final S9 concentration of 10%). 

7.5 Controls 

7.51 Negative Control 

The extraction blank will be used as the negative co#roL. The final 
concentration of the extraction medium in trea$ment me&urn wili not exceed 
10% for saline ,and 1% foiethanol. 

7.5.2 Positive Controls 

Results obtained &om treatment with these articles will .be used to assure 
responsiveness of the test system but not to provide a standard for 
comparison with the test article. 

‘Methyl methanesulfonate (MDYIS) will be used at two eonczn~ons 
between 1.0 Td 20 clg/mL as the positive control for the rion-activated test 
system and to determiine that the assay is cap&e-of detectkg smell colonies. 
For the SPactivated system, 7,I2dimethylbenz(a)anthrac&e ~~~) will 
be used at two or three kortcentrations between O.kmd IO ~gAnk. 

7.6 preparation of Target Cells 

Prior to use in the assay, LS178WTK*’ cells will bk cleansed to redwe the 
fkquency of spontaneously occurring TK-‘- cells. Usistg the pmedure &scribed by 
Clive and Spector (I975), LfEf78Y cells will be c&ured for24 hours in the presence 
of thymidine, hypoxanthine, methotrexate and glycine to poison the TK” cells. 

I5 178Y/Ix+‘- cells will be prepared in 50% conditioned FloP and 50% &P. 

7.7 Identification of the Test Sy&m 

Using a permanent ,marking pen, the treatment tubes will be idefitified by the study 
number and a code system to designate the treatment condition and test 

7.8 Txwrnent of Target Ceils 

Treatment will be carried out in cotical t&es by combining 6 x $0’ L5178YKIS* 
cells and 1 mL dosing solution of sa&ne test article extract or saline ex&&+ztion blank 
(or 100 & of ethanol. test article extr+ ethanql extract& bla& or Positive 
control) in a total volume .of 10 mL F@ medium or S-9 act&&n mixture. 
Treatment tubes will be gassed with 5 f I?! C& in +r.- cqmed, $&tly* and , 

4of 9 
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incubated with mechanical mixing for 4 hours at 37*l”C and 
addition of the test article; dosing s~hhms WilI be cankd out ting 
and the ceib wilt be incubated in the d&k during the 4hourexposure per&d. 

7.9 Expression of the Mutant Phenotype 

At the end of the exposure period, the ceils will be washed tw&e with I?$ or Ft@P 
and collected by centrifi.rgation, The cells will be resuspended in 20 mL Ftd), 
gassed with 5k I% Co2 in air and cultured iri suspension at 37i W for two days 
foRowing treatment. Cell population adjustments to 0.3 x IO6 cell&r& will be 
made at 24 and 48 hours post treatment. 

7.10 Selection of the Mutant Phenotype 

For selection of the trifluorothymidine (TFT)resistant phenotype, cells.from, up to 
ten treatment conditions demonstrating from 0% to 90%~’ swpcmsion growth 
inhibition will be plated into three rephcate dishes at a density sf I -x 106 
cells/l OOmm plate in ctoning medium contaimng 0.23% agar and 2-4 pg TPTW. 
For estimation of cloning efficiency at the time of se&Zion, 200 cells/t plate 
will be plated in triplicate in cloning medium f&e of TFT (viabk,eeil (vc) plate). 
Plates will be incubated at 37rtl”C ina humidified atmosphere of S&l% C&-for IQ- 
14 days. 

The total number of coIomes per plate will be determined for the VC pkttes and the 
total relative growth caicuiated. The total number of colonies per TPT ‘plate will 
then be deteined for those cultures with riO% total growth. Colonies are 
enumerated using an automatic counter; if the automatic counter cannot he used, the 
colonies will he counted manually. The diameters of the TFT colonies firom the 
positive control and soivent control cultnres wili be determined ovq a range of 
approximately 0.2 to 1.1 mm. In the event the test article extmct de&r+ates a 
positive response, the diameters of the TIT coIonks for the test article extract will 
be determined over a range of approximately 0.2 to 1, I mm. 

. 
8.0 (TiZlTERXA FOR DEWATION OF A VALID TEST 

8.1 Negative Controls 

The spontaneous mutant frequency of the extraction blank cultures must be within 
20 to 100 TFT-msistant mutantsper .1 O6 surviving e&s. The cloning .ef@&ney of 
the extraction blat&group also must be greater than 50%. 

8.2 Positive Controls 

At least one concentration of each positive control mnst exhibit mutant &qnencies 
of 2100 mutants per I tJ6 clonahle cefb over the background teve#. The colony size 
distribution for the MM5 positive q+unrol must show an increase in both small and 
large colonies (Moore et al., 1985; Aaron et al., 1994). cc, 
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9.0 EVALUATION OF TEST RESULTS 

The cytotoxic ef&cts of each treatment condition are expressed relative to the soivent- 
treated control for suspension growth over two days post4reatment and for total’ growth 
(suspension growth corrected for plating &c~ency at the time of selection), The mutant 
frequency for each treatment condition is calculated by dividing the mean number of 
colonies on the ‘ITT-plates by the mean number of colonies on the VCiplates and 
multiplying by the dilution factor (2 x IO?, and is expressed as TFT-resistant mutants per 
lo6 surviving ceils. 

In evaluation of the data., increases In mutant &cptencies which occur oniy at achy toxic 
concentrations (i.e., Iess than 10% total growth) are not considered biokqieai$y reievant. 
Ail conclusions will be based on sound scientific judgement; however, the following criteria 
are presented as a guide to interpretation of the data (C&e et al., 1995): 

* A result will be considered positive if a dose level with 10% or greater totai growth 
exhibits a mutant frequency of 2100 mutants per 106 ctonable celis over the background 
level. 

o A result will be considered equivocal if the mutant frequency in treated-cultures is 
between 55 and 99 mutants Per 106 cionabie ceils over the background ieveE, 

0 A result will be considered negative if the mutant fioquency in treated cultures is fewer 
than 5.5 mutants per 106 clonabie ceils over the background level. 

10.0 REPORT 

A report of the results of this study will be prepared by the Testing L&oratory and will 
accurately describe all methods used in the generation and anaIysis of data. 

The report till include, but not be limited to: 

o Test substance; identification and CAS no., if, know@ physical nature .a& purity, if 
known; physicochemical properties relevant to the conduct of the study, if known; 
stability of test article, if known, 

e Extraction Media: justification for choice of media; details on test article extraction 

l Cell type used, number of cultures, methods for maintenance of ceil cuitures 

l Rationale for selection of concentrations and number of cultures 

l Test conditions: composition of media, CO2 concentta&n, concentration of test article 
extract, vehicle, incubation tempera~ incubation time, duration, of treatment, eel? 
density during treatment, type of metabolic activation system, positive and negative 
controls, length ofexpression period, selective agent 

t 



12.0 RBGULATORY REQ UIREMENTS/GOOD LABORATORY PRACTICE 

This protocol has been written to comply with OECD Guideline 476 (Gene&c ~T’oxicology: 
In Vitro Mammalian Celi Gene Mutation’ Tests), February 1998; d the 
Effects Testing Guidehnes, Subpart 870.5390 (Detection of Gene Mutations in Somatic 
Cells in Culture), August 1998. 

The portions of this study conducted at BioReliance wilI be performed in-comphance 
with the provisions of the’ Good Laboratory Practice Regulations for Nonclinical 
Laboratory Studies (GLPs). The protocol, ,an in-process phase, the raw,data, 
will be audited per the Standard Operating Procedures (SOPS) of BioRe 
Quality Assurance Unit of 8ioReliance for compliance with GLPs, the SOPS of 
BioReliance and the study protocol. The m-process inspection will be per&med to audit 
the critical assay procedures and sysiems-supporting the assay. A si,pred QA statement 
will be included in the final report. This statement will list the system phases inspected 
during the previous quarter or the study-specific phases, the dates of each i and 
the dates the results of each inspection were reported to the Study Dimcto tdY 
Director’s management In addition, a signed GLP compliame statement Will be inchrded 
in the final report. This statement wifl cite the GLP guideline(s) with which the study is 
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l Method used to enumerate numbers of viable and mutant coionies and the number of 
colonies in each plate 

‘0 Dose-response reIationship, if applicable 

. Distribution of the mutant colony diameter for the solvent and positive tx&rtsx& and, 
when the test article induces~a positive response, for at least one dose levekof the test 
article (the highest positive concentration) 

* Positive and solvent control historical data 

* Discussion 

l Conclusion 

11.0 RECORDS AND ARCHTVES 

All raw data, protocol, and a copy of ail reports will be maintained according to Standard 
Operating Procedure OPQP3040 by the BioReliance RAQA unit. headqrrartered at 
BioReliance, 14920 Broschart Road, Rockvilfe, MD 20850. Per this SOP, paper records 
will be retained for at least three years atIer which time the Sponsor will be contacted for a 
decision as to the final disposition of the‘materials. AR study materials returned to the 
Sponsor or destroyed will first be copied and the copy will be retained in the 
archives for a minimum of 10 years. Raw data, the protocol and reports 
facilities other than BioReliance will be archived per the cantract@ arrangeme@sbehveen 
that facility and the Sponsor. 
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compliant and any exceptions to this compfiance, if applicable, including the omission of 
characterization or stability analyses of the test or control articles or their mixtures. 

Raw data, the protocol and reports generated at ftilities.other than BioRefiance $JJ or will 
not be QA audited per the contractual arrangements between that facility and-the Sponsor. 

Will this study be submitted to a regulatory agency? 
I 

If so to which agency or agencies? 05FbA, L . A-I&k, . E 1/ Yf ~- 

Unless arrangements are made to the contrary, unused dosing solutions will be disposed of 
following administration to the jest system and aiI residual test article will be dkpsai of 
following finalization of the report. 
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14.0 APPROVAL 

Date 

p c(Ztzp 5. kLG 
(Print mTypeName) 

be.+ &Q 
BioReliance Study Director, 

03 

Date 

BioReliance Qbdy Management 
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